SUPPLEMENTAL TABLES
Cleaved His-tag and His-tagged TEV protease were removed by reloading the Talon SF column after buffer exchange.
Reconstitution of the CBC:DNA complex
The DNA duplexes were annealed in 10 mM Tris/HCl, 50 mM NaCl pH 8.0 by incubating the oligonucleotides at 95°C for 5 minutes and slowly cooling to 22°C. DNA duplexes were slowly added to pure CBC in a 1.2-fold molar excess.
Isothermal titration calorimetry (ITC) measurements
ITC was performed on a MicroCal VP-ITC microcalorimeter (GE Healthcare). CBC storage buffer was changed to PBS (10 mM phosphate pH 7.4, containing 2.7 mM KCl, 137 mM NaCl) by PD MiniTrap G-25 desalting columns (GE Healthcare). The DNA duplex was annealed as described above in PBS using oligonucleotides cycAp CBC 23 bp and cycAp CBC 2 23 bp. CBC concentration was determined after buffer exchange. The sample cell (1.43 ml) was loaded with 10 µM DNA duplex. A titration experiment typically consisted of 70 injections of a 100 µM CBC solution, each of 4 µl volume and duration of 8 sec, with a spacing of 200 sec between injections. The stirring speed was 307 rpm. Nonspecific heat effects were estimated from injection heat of PBS into a sample cell that contained DNA.
Raw data were integrated, corrected for nonspecific heats, normalized for concentration, and analyzed according to a 1:1 binding model assuming a single set of identical binding sites.
